Transformation of lithium acetate-treated Neurospora with minipreps of plasmid DNA.
Abstract
Creative Commons License
This work is licensed under a Creative Commons Attribution-Share Alike 4.0 License. Plasmid DNA of pVK57 and pVK88 (Alton, et al., 1978 Gene 4: 241-259) containing the qa-2 + gene was prepared from 30 ml chloramphenicol-amplified E. coli cultures by these techniques.
The plasmid DNA preparations were treated with RNase and ethanol-precipitated in the presence of 2.5 M ammonium acetate prior to being used for transformation of the Neurospora strain qa-2;aro-9;inl. b 5 x 10 7 conidia were used for each transforamtion and plated at a density of 1 x 1O 6 /plate. Neurospora transformants were observed with both types of plasmid DNA minipreps (Table I ). The alkaline extraction preparations proved to be the most effective for transformation.
However, in all cases the number of transformants obtained was substantially lower (one-fifth to one-twentieth) than the number that would be obtained with the same amount of CsCl gradient purified DNA.
Relatively impure plasmid DNA may, therefore, be useful only in cases where a high frequency of transformation is not required. Such uses could include isolation of minipreps of plasmid DNA from a set of Bacterial clones to check each for transformation of a Neurospora mutant as a step in gene cloning or during subcloning procedures.
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